. Mutation of conserved nucleotides disrupt ppGpp binding. (A) Sequence and secondary structure of the 112 ilvE RNA from T. oceani. Single nucleotide positions that were altered to produce each mutant RNA are identified with boxes, annotated with the nucleotide identity of each mutation, and labeled M1 through M6. M7 contains mutations at both positions specified by M5 and M6. (B) PAGE analysis of in-line probing assays with WT and mutated sequences of the 112 ilvE RNA in the presence of 0, 100 nM, 1 µM, 10 µM, or 100 µM ppGpp. Additional annotations are as described in the legend to Fig. 2B . Note that, for the mutant constructs, either no modulation (M2, M3, M5, M6) or very little modulation (M1, M4) is observed only at the highest ppGpp concentrations tested (10 μM and100 μM). Because the K D measured for the WT construct is 10 nM, this means that most mutant constructs experience at least three orders of magnitude loss of affinity. 
